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1/ 



im^m i ] 5 ' 3 ' ^riRitc, < t & 

(1) siw«BMey!ioT 

(2) tSfifiijRN a s e TiZJiff h y 5 IsyW&U 

(3) IRW^KBB^jO-fev^BB^ 

(4) 7'n-t-^-@s^J<7)T>^-t>^ie^ 

(5) ^-ySr^-f^gB^ £J;^\ 

(6) ynqE-^-E^ijo-fe>^E^ 

£«tt«aue?!i oT^*>^ia?Bfc *tt«nftB&i o * > * ets vm&mm it h 

[»^2] 5' ^5,3* ^ripjtc, 4>&< 

( 1 ) ^i&^s^ij oT^ftv^ ib^ij % 

(2) Iitl6<jRNa s e *C-gJ»f$ ti%> y y * 

(3) ISW^IfcE^JO-fe^E^ i3J:0\ 

(4) yn-^^^^-ge^ijoT^^^^gg^ 

AA0 2^^f 4 0^rtL^tcfgf^o^-y rfja ^ v*^- KXii 

DNAo 
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[m^me] RNaseT«$tL^h'jry^ie^5' _ c (D) 
CD-3' (5$+, DtiA, TJUtGt^U kttOHl OOOlft^U 

(k + i) *©Dt*sv>fc: W -T***oTv*T*J:i,>) t**. 

[»^7] RNa s e-ZWMZtiZ h V 5>^E?!ia*5' -CTATG 

CT-3' ^^l*^6 0^-f*L^tc|B«^^-i;rr^^v^^ K$/ . 
liDNAc 

»**8] (3) *«tf«Eai©-te>;*E7!lfc (4) rn*-*HBW 

0] (5) -GNA-*^trE^iJ ( 

V ^ * k*?- Ki fcfiDNAo 

1] 5' -AA- (*MM«EW©T>*.te>*EW) -CT 
ATGCT- (*»«BBEjF|io-fe>^EyiI) - C C C - T A T A G T G A G T C 
GTATTA — GCGAAGC — TAATACGACTCACTATA— 3' t? 

[H*^ 1 2 ] if l*f,n 0#tt^^EJ(Ro^ i; rf* ^ Kt 

hRNAOHjim 

W3W13] «W«r-f>ifhn-cfl^, »3fcflll 2 fc|B««> s h RNA 

»** 1 4 ] RNA#'j p< LTT 7RNA#y ^ 9 

»W( 1 2X14 1 3 CC«o 8 h RN AOttJft, 

& s hRNAo 
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Z> s hRNAS-ti#I65RNa s e TiM-f & C t s i RNA« 

iltLTRNA^-j^-b'^t^TorshRNA^U £ tt 
s h R N A J lif i^R N a s e T«t ^ i: ^^tr, s iRNAOl^ 

[If 1 8 ] if 12^f>l4 (Dffitifr ^ffi^o^-^ J; *) £ ft 
Z> shRNA, Xtt«f*J*l 6Xlil 7KfE«tf)2f&KJ: *)$y|£tL£ s i RN 
A£fflv>T, RNA i fcj: J) «^mie^J^^tpitf^O|&^^miji-^^ 0 

»*3U 9] RNAfj^- tf^^m*#^RNa s e **tr, Iff 
2^«bl 4X(il 6^£>1 SOMtL^lcfB^^^^^^^cr,^^^ 

ho 

[3&^#*ffl&|ftl/i] 

10 0 0 1] 

[0 0 0 2] 
[»0^«] 

(1) ^il^^^itf^O^^ 
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& % z*>*Tn,&m*mr* £ t ^ * * 0 wM^m^mmx^ * *mm t t 

[0 0 0 3] 

(2) RNAico^% 

***oTV****|cHLT«>, 1998^^^-Vi,iE^^$tL, ^19000» 
[0 0 0 4] 

^*6rHHttireii*<, RNA-F# (rna interferenceX(iRNAi) lCJ:*«fe? 

ftflimift #fflv>e>*LTv** 0 mifci±mtt^ 

*W&«^p*g«W#aec:*3Mi-c**o 1998*fc2*«RNA (dsRNA) ^#At 



mSE# 2004-3008891 




2 003-002124 



[0 0 0 5] 

(3) wihi<Dftm**-XA 

**PKRt2-,5'-*i; rfTr^- h^^(2',5'-AS)^^b$tL, 

fc*A3*L*fcRNase III7 r 5 V - Dicer fc dsRM##||ft&RNAW 
Ifr&U ^-oa^jcRISC (RNA-induced silencing complex) tm$tl2>WAfr 

i lU $ C**OdaRNA*i*|H| * *t* t v.? «* (degradat ive PCR) J: & & 
[0 0 0 6] 
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(4) m^Lmynfflm^omm-siWA 

Mmi 0) 0 «Wqw^taw«**«ftBl»«tt2 

■EMU 0, 1) , tOid*20mer«r«O^2^«omtt-» 

Ismail interfering RNA (siRNA) t HWlTH*. CtL$T% 

[0 0 0 7] 

(5) *Tftfrj&& 
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[0 0 0 8] 

(6) i*g^PrtSE^JsKift 

SJfllW^^V^v^^tiio Picardf>{iT7 RNA^U fe'^ffiU 
2&<7>tSMDNA£ 7>*-*:/**02*©m*fis«U **i*r*« 

m&ifi&ho fti£Ambion*±J; *K $z^£K X SsiKNAfER* y h (Silencer 

siRNA construction kit)^H^$ *Lfc 0 * r*t^«fc T >^t>^mm<D2 

mvmwmtfmu *K*m&Lx±>xmmtT>*- j t>xmm*Tr rn 

ttSOffiftfcm-ttMtt*!^? SDNase^tfRNase, siRNAO*| 

[0 0 0 9] 

[*#ir^:m 1 ] 

Fire, A., Xu, S. , Montgomery, M.K., Kostas, S.A., Driver, S.E. and Mel lo 
, C.C. (1998) Potent and specific genetic interference by double-strande 
d RNA in Caenorhabditis elegans. Nature, 391, 806-11. 

Fraser, A.G., Kamath, R.S., Zipper len, P. , Mart inez-Campos, M. , Sohrmann 
, M. and Ahringer, J. (2000) Functional genomic analysis of C. elegans c 
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hromosome I by systematic RNA interference. Nature, 408, 325-30 

Gonczy, P., Echeverri, C. , Oegca, K. , Conlson, A., Jones, S.J., Copley, 
R.R., Duperon, J., Oegema, J„ Brehm, M. , Cassin, E. , Hannak, E. , Kirkh 
am, M„ Pichier, S. , F.ohrs, K. , Goessen, A., Leidel, S. , Alleaume, A.M. 
. Martin, C. , Ozlu, N. , Bork, P. and Hyman, A, A. (2000) Functional geno- 
ic analysis of cell division in C. elegans using RNAi of genes on chro-o 
some III. Nature, 408, 331-6. 

Manche, L., Green, S.R., Schmedt, C. and Mathews, M.B. (1992) Interact io 
ns between double-stranded RNA regulators and the protein kinase DAI. Mo 
1 Cell Biol, 12, 5238-48. 

[0 0 10] 

[^#fr^i£5] 

Minks, M.A., West, D.K., Benvin, S. and Bagl ioni, C. (1979) Structural r 
equirements of double-stranded RNA for the activation of 2\ 5'-oligo(A) 
polymerase and protein kinase of interferon-treated HeLa cells. J Biol C 
hem, 254, 10180-3. 

Bernstein, E. , Caudy, A. A., Hammond, S.M. and Harmon, G.J. (2001) Role f 
or a bidentate ribonuclease in the initiation step of RNA interference. 
Nature, 409, 363-6. 
[^#l^^7] 

Zamore, P.O., Tuschl, T., Sharp, P.A. and Bartel, D.P. (2000) RNAi: doub 
le-stranded RNA directs the ATP-dependent cleavage of mRNA at 21 to 23 n 
ucleotide intervals. Cell, 101, 25-33 
l&ftWXM 8 ] 

Hammond, S.M., Bernstein, E. , Beach, D. and Hannon, G.J. (2000) An RNA-d 
irected nuclease mediates post-transcript ional gene silencing in Drosoph 
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ila cells. Nature, 404, 293-6 
[0 0 11] 

Lipardi, C., Wei, Q. and Paterson, B.M. (2001) RNAi as random degradativ 
e PCR: siRNA primers convert mRNA into dsRNAs that are degraded to gener 
ate new siRNAs. Cell, 107, 297-307 

m^nxm io] 

Elbashir, S.M., Harborth, J., Lendeckel, W. , Yalcin, A., Weber, K. and T 
uschl, T. (2001a) Duplexes of 21-nucleotide RNAs mediate RNA interferenc 
e in cultured mammalian cells. Nature, 411, 494-8 

Elbashir, S.M., Lendeckel, W. and Tuschl, T. (2001b) RNA interference is 
mediated by 21- and 22-nucleotide RNAs. Genes Dev, 15, 188-200. 

Donze, 0. and Pi card, D. (2002) RNA interference in mammalian cells usin 
g siRNAs synthesized with T7 RNA polymerase. Nucleic Acids Res, 30, e46 
[0 0 12] 

[0 0 13] 

[0 0 14] 

SP*>> KmWizZtil^ 5' tf>£>3' Affile, 4>&<<h*> 

( i ) mm^szm o7>f-b>^ ie#u 
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^112 0 0 3 -0 0 2 1 2 4 s<-~j 

( 2 ) R N a s e £ h 'J ^ y VWM, 

(3) ^^^@£^JO-t>xiS^iJ, 

(4) -fu^e-^ -mwry^Jzy^mzL 

(5) ^-^^r^l-^Se^J. £J;tf\ 

(6) yv*-?-w&}<D±>xmm, 

> * E#l t ^ T tf >mm. Z ft LT^rtTr$II £ J&fc L , ^o$e¥ ^ *l£ m 
10 0 15] 

^m<D%\}<DmW.K£tll$^ 5' 5^£>3' 3fr|n]fc % /J>&<tfc 

(1) IR&^BfcEjnjOT^-fevxE^K 

( 2 ) R N a s e tr W£ h 'J ^ > FW&k 

(3) WW^MfcKyiJo-fe^^E^ij, *3«ta^ 

(4) 7°u*~-?-%&]]<oT>3-^>xmL 

-tfB* V 3*^ * Kfc*5v>TI4^ < & :/n*-*-E3?fl©**5&*z: 
[0 0 16] 

0 * L < 14, ^HBJO^- 'J rf* ^ K-eii^ RN a s e Ti2J$f$*t£ h V 

$>trW&m, 5' -C (D) k CD-3' (5**, DfiA, TXIiG^U 



ffiSE#2 004-3008891 




#12 0 0 3-0 0 2 1 2 4 ^ 

kt±0*e>iooo»*3*u (k+1) i«)DliSv»|:H-c**ftoTV» 

5 >2WJfi 5 ' — CTATGCT— 3' -e&& 0 
[0 0 17] 

#4L<tt, *»WO*»;rf^^p^ K -CI±, (3) *fl&*HIHB^O*>x 
(4) ^nt-^-^r^^^^^^^ 

^*L<(± > (5) *>—7*&l&tZWmi±, -GNA-^trig^J (NI4A 

#4L<», *»W^»jrf^WKIi, 5' -AA- (*ft*BM&go 
T>^-fe^EW) -CTATGCT- WnnUE^O-fe^B^) - C CC 

— TATAGTGAGTCGTATTA — GCGAAGC — TAATACGAC 
TCACTATA — 3' V&ZtlZ**) \,*TYf**>Z 0 
[0 0 18] 

TRNA^^^ffi **r 9 £ t *r*tr , s h R N A 

#*L<(4. RNA*i;>9-efcLTT7RNA4e»;^9-H?*«ffl-t* 0 
[0 0 19] 

*»WO$6lcai©« W |cj:*LMr, ±KO*ffiKJ: 0«t$*L* s h R N A £ 
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^tliiKRNa s et'MIta: s i R N AO«S^ft*«lltt$ 

[0 0 2 0] 

*»HO*&fcW©«iBfcJ:iur, **«O^KJ: 0«*S*t* s h RN A 
X«s i RNA^v^t, RNA i fcj: O«^«»R^|^^trjt^0!>%%^») 

[0 0 2 1] 

I^O^M^^S] 

(1) •*V^f?.?Vjr1-Y 

(1) UftfeWMZWTi/^-^yx^frU 

( 2 ) l&m&mt} RNase T^lWf § *l& h y $ > ^gB^iJ s 

(3) ^^m@B^JO-fe>^@fi^ 

(4) 7 0 n^-^^-@B^jo T >^^^ x @ fi ^ 

(5) ^—f^mthwm, texz/^ 

(6) yn^e-^-gg^jo^vxiB^ 
[0 0 2 2] 

fK«v»TRNA iM^lCWW *ifc36»T»*«o iK«KE» 
, -ftttKlil 0tt**fe5 OttSWCfclK ff*L<ttl 3 0* 
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^#12 0 0 3-0 0 2 1 2 4 ^ 

«M*#»r3W>RNA i»jKffi|7iiR^ fi^«i^«LT^TU 
[0 0 2 3] 

R N a s e T«W $ *L« M; * > ^ tt&gftft R N a s e «»f * 

seiLTRNaseTl, A t G#I«RN a s e t URN a s e U 2 , C 
WRNaseiLTRNas eCL3, CtU#Mfl5RNa s etlTRN 
a s eASfcttRNa s e I. AtU^WRNa s e URNa s e P h y 

[0 0 2 4] 

RN a s e T 1 4rif©G^M9RN a s e t«fflt*»frctt, G£ 

£LT, 5' -C (D) k CD-3' DttA, TXttGfcwU k tt 0 

1 0 OOJg&fc^U (k + 1) «ODi±SVMc|BI— e^^oW^i 
Mn^H^i, — flfltLTtiu 5' — CTATGCT— 3' *&\f 

l^tlc, At G#^ftRN a s e OSMHctt^ MJ ^ >:7W!J t LT 5 ' -Y 
(R) k YR-3* Mf^it^l, C4WIWRNase<D*frfctt, h 
U^>^WJtLT5' -G (H) k GH-3' ^ffflf^it^i, CtU 
^WRNaseO*^|:ii, h 1; ^ ^gEJiJt LT 5 ' -R (Y) k RY-3 

£LT5* -S (W) kSW-3' *r«ffl-r*tfc*»T»§*o YJiCX 
ttT«r*U RttAXttGfcSU HtiA, CXttTt^U SfiCXIiG^ 
U WteAXfiT^f o 
[0 0 2 5] 
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y n .*-*-EHU SP 6yn*-*-E^£iiT3:/nqE— *~E^J&£*£ 

•fe >^Se^iJ #^7 >iIHU^T^i^if § * (Yoshizawa 
S,^ GNA trinucleotide loop sequences producing extraordinarily stable 
DNA minihairpins. Biochemistry. 1997 Apr 22; 36(16) : 4761-7) 0 ZtUz£t) 

[0 0 2 61 

( 1 ) Uf&WfflLWmOT >?-fe >*E8K 

( 2 ) IStl^RN a s e tM2J»f 3 *L£ h 'J 5> ^E#K 

(3) ^^mse^J^-tV^BB^J, isi^ 

(4) T'n^-^-E^JOTV^-feV^E^ 

r > ^ -t > * iico-^ii/itt -/n ^ - 9 - eei© ^ > ^ z^-fz* 

v=r*?u*}> \?zmizmmLT-*m*]&t&Lxfrt> s rna#^7-^ 

[0 0 2 7] 
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[0 0 2 8] 

-£jfefc&2£ £ Jftifc £ i § £ o 

[0 0 2 9] 

T>^Mr^g^,j) — CTATGCT— («W«WEWO*^^BBW) - CCC 

— TATAGTGAGTCGTATTA— GCGAAGC — TAATACGAC 
TCACTATA— 3' T^S*,** V =f, * ^ K**^*,*. ^ 

E?»Jri* 1 9 mSo^cD^I^m 1 o 
[0 0 3 0] 

#L&*LT** (Milligan, J.F. and Uhlenbeck, O.C. (1989) Synthesis of s 
mall RNAs using T7 RNA polymerase. Methods Enzymol, 180, 51-62) „ Ltzff 

o ^^-T^RNAttshRNACsmall hairpin RNA) t Ll9&*0* >**. T 

w<m; , >^^y)^ ML ^^^ o r ^ 
twwm^^- Wlt#lm4TO4 ^ gaa h v jis—y 

"*MM)*ft^7^ (Hirao, I. , Kawai, G., Yoshizawa, S., Nish 
-ura, Y., Ishido, Y., Watanabe, K. and Miura, K. (1994) Most compact ha 
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irpin-turn structure exerted by a short DNA fragment, d(GCGAAGC) in solu 
tion: an extraordinarily stable structure resistant to nucleases and hea 
t. Nucleic Acids Res, 22, 576-82) tfALfc. tOfc*, £ OHMDNAfi* 

io^k^-^ -mms-^mvmmz t*zt 

$*i* 0 «Btt«Bttlci±Woj:v»GGGraiIt^if^>L3t:, CO#M(i9l^ 
DNA^Of ^ shRNA^Mi: LT«t4AT* 9 . XXX^O^^Ambion^te 

, AGCAUAG(XGXXXXG)tf) h y S >^-y^^, T ^ o 5'5^fcttGGG©- 

*fctt*-:*D3'*K:G*B«**«#** 0 ^KshRNAS: V * Pr— trTl 
J: * Rjfe^ (1 imited digestion) »T7^f»; ^siRNAK^i^ 
EJS«fcifc:ft^* >> * A ^ * ^ (MgCl2 ^ tl ^^^^o^oom 

m^jpx.. s^^7X±(or)-eio^7 ff ^^>^ J L^^v 3 >^- 5o *cg4M 

U * 1/7- IfTKRNase Tl) *fti*.-?\ *±(01C)T?30-60^R 
JB3**o ^MT% 5'^OGGGE^thV^>-^^yo5^CAUAG^# 
*fl&Kl|fc*$*L* 0 #f>^siRNAii-fe>^^-r>^-fe>^0^^ttO3'^ 

[0 0 3 1] 

(2) shRNAMs i RNA©«t, ffitflc^ttfe tfcufcRNA i 
B1KWLT±E (1) CM>TRWLftao % *»l!«5t';^^l/tf 
^tlilTRNA^^^^T^firHtiCUshRNA^ 
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*9-*fcLTtt, T7RNA'f 'J^7--b\ SP6RNA#^?^| fctt 
T3RNA^-U7-^^ffflna^^ WT7RNA#V^ 

[0 0 3 2] 

tWo^yrfjic^i/^K^frjKKc *flr^*^*^ NTP 
, ^**W h-^*^ «ftt=T7RNA*i;^9— 

-**in*. « £ t mtt Lv, 0 do x ) 3 7 VX 6 0 SH§H >* 

[0 0 3 3] 

* h ±fE#£K j: q ^ s h RNA ^ it ^ RN a s e 

C-CflM»KaiUt4RNa8eCL34««lin£fcm4. R 
*MO*0#ftT, 1 0 OmMOMgC 1 2 «K1t^^^ 

[0 0 3 4] 

s hRNAXii s i RNAOiS W <0^ fcff*$ £ ft-f, 

shRNA^s iRNA^ KSKW)W5(| j U ^ V , T% 
<i-*o* U *3ft*« 0. 5M *ftt>y^ 0. 196SDS, 

ImM BOTA**fr*fc) ^CftU -^3 7^i^ t ^ it :J:ot 
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[0 0 3 5] 

±ffiLfe*|&WO^-e«ljt$tt* s hRNA. X{±s iRNA»T, R 
l>7^7x^y 3 ^l OLIGOFECTAMINE*^) ££?I^U tgmm 

T-PCR, yf>7n 7 hXli-7i7^>yay h&^HcJ: 

zmm? & ztKz-o xmrn-tz z.t*> »smx$> & 0 

[0 0 3 6] 

(3) mm*? h 

$t>K*&WlZ£ta^ RNA^'J^-WMtlfifiRNa s e 

[0 0 3 7] 
[311601] 

3SJ6fll 
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[0 0 3 8] 

9 1tt»T?*^ l*tO«J|v^ EWHt, 5 ' -AAC TGG ACT TCC AGA AGA 
ACA CTA TGC TTG TTC TTC TGG AAG TCC AGC CCT ATA GTG ACT CGT ATT AGC GAA 
GCT AAT ACG ACT CAC TAT A- 3 ' (S9Wt 1 ) T** 0 £0ftaDNM>B®l<i 
3-5WMIICT7 RNA m**-**?**-,-** (5 >_ TAA ?AC GAC TCA CT 
A TA- 3 ' ) (E*|#* 2 ) ^2f^:» ( :^^ t:gesu > Wa 

[0 0 3 9] 

HMDNAO 5 ' «#J Ciitfo 5 ^ >VC* £ =, - Ff ^>DNAOiS 
1 9ttiOI9y ( 5 '-CTG GAC TTC CAG AAG AAC A-3 ') {WW** 

3) *, 5'«^-fe>^ ^^*>*oMK@egL* 0 fit, *y*mt 

tOt^ihvry^y (CTATGCT) *fi«Lfco itit^T, T7 

Wy^^KUfi^^ H;^,^ (AGCAUAG) *«r^Ttf 
>Sit^%-r^RNA (shRNA) 
[0 0 4 0] 
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shRNA«>|E^fr£tt, ±EO»fflDNAOiM# 5 0 nil, pH7. 8<0*frTT, ttft 
#'^7-««Wt0. 0 2 AS /mLt J: 9 «Dx.tM^ife$^ 0 * 
fc, Wft*eD7«77^* (SIGMAtt) £«jP§!0. 4 7^g/mLt^^ 

[0 0 4 1] 

K]&nx.t\ 7ic± (or) T'l 05^:/W>*^— > 3 >L£ 0 G#H 
WfcWf* V ^ * (SIGMAtt) H0,g /mLfc ft* i 9 fciD*. 

T, *± (or) t3 0^$^c o f>J^^-^2fflf 
<OG<D3 , *Mm<D*m&toK&mZti, CAUAGOSe^lJo^O^^^tL^o 

[0 0 4 2] 



OojSU 0. 5M mti-YV*^ 0. 196SDS, ImM EDTA 
,:SU 1 2 3 7 < CTSi:di-^^<fc-eRNA^^;^P>^{H$- i i: 7 t 0 

[0 0 4 3] 
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HeLafflJ&dxl^^^i/Kor-f yS^fc**, 0.2mlO^(D- 
MEM + 10% FBS)-C-lft**L*:(30-50%=r> 7 ^>h) e 7.4 fmol^7.4 pmol 

^VCi3^L7tsiRNA^^shRNAtC25^ 1<7)0PTI-MEM I(GIBC0*±) *Jn*.fc 
o ifc, 1 l<^OLIGOFECTAMINE^(invitrogen?±) 3:5// lcOOPTT-MEM IT^IRL 

■ Lfco -^*Lfc«^0PTI-MEMT^t^ -€-*l^*LO * **Kl20/i 1 
^0PTI-MEM$rip^/c o siRNA^Ol igofectamineO&^f££30,u IJd*., *9>o < OA 

(DMEM + 30% FBS)$rJJD^. $ <b iC40NFPQ«« Lfc c «IK 50,. 1(7)2 

tree 7k±^10#X5IIlV-*-— > 3 >=Htv\ 100rT^»L£&^£SDS- 
[0 0 4 4] 

5 * y ■y'u >y -7=- ± y f 

9cm^^o/iPVDF^(Immobilon™-P Transfer Membrane 0.45^m, MILLIP0RE*±) 
*im**S-»tZ2&mm*Z*ii: 0 K**ftKftft(THs 3.03g. Gl 

ycine 14. 4g, SDS O.lg, MeOH 100ml SrMilliQ-C 1 Uz L ft) T~30 frM^Mt d 

*0-tlC«*«««-W6*fe*jK(aiI, 7^7>tt)^ 4 M?a-e4oomA 
■?90#*E¥Lfc o M*10%^^rA5;l/^(TBS)^U 37*C"ei^^7'n 

**f^**rofc. K*100ffiM»*Lfc*l;?5 WCl^#:(Lamin A/C(636):sc- 
7292, Santa Cruz Biotechnology) ££Jfo$-£fc(Mz&> 1B#W) 0 3>hn-/i/£ 
Lt\ ^^-^V>JS:#:(M0N0CL0NAL ANTI- / ff-TUBLIN:T5293, SIGMA) *Jflv»fc 
o SBSfcfcKfcTBS-MHttfrU 150(Hg^cD2^#:(Pero X idase-Congugated 
Rabbit Anti-Mouse Immunogloulins:P0161, DAK0) (^jg, 1B#H|) 0 

TBS-C3EI«»L^ ML/*****, t-h7W77^T5^VC^ 
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[0 0 4 5] 

50nM<08iRNARtrahRNAO|S**H2JC^Lfco V»r*W><Mftt fa-ry >^ 
1" £ s iRNAT- Ii7^ > A/CO Sy*1T*> &HX\,**\,*Z b*h. jmiijg. 

L fcs iRNAX ^shRNAfi^^T^^ L/csiRNA «t 0 i> 

[0 0 4 6] 

(1)' (»«<0»^tctt91ttatT**) «fflnWAt-*f»-r««*tT?v»v» 0 

(3) !iCJ6otS (^T'li4 4M) tt*&*£**JffiLfc4>©*ttffi-$- 

(4) *mmi*<Dttm&Kwn'e%Zo 

(6) &^LfzmLi*sbm%<Dx-*<Dtt&7 ci tb-Bsmx&Zo 

( 7 ) shRNA^ h s iRNA<3^SW*7 yx$f%: x_ & 0 

( 9 ) 1 #8*RNAj&*& U3&v^t?siRNAOJR***J: v> 0 
[0 0 4 7] 

V5ffi£\ 
SEQUENCE LISTING 
<110> Tsutomu SUZUKI 
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^-v: 23/ 



<120> A method for preparing siRNA 
<130> 
<160> 3 

[0 0 4 8] 
<210> 1 
<211> 91 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 1 

aactggactt ccagaagaac actatgcttg ttcttctgga agtccagccc tatagtgagt 60 
cgtattagcg aagctaatac gactcactat a 91 

[0 0 4 9] 
<210> 2 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 2 

taatacgact cactata 1 7 

[0 0 5 0] 
<210> 3 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 



ffiSE#2 004-3008891 



^#12 0 0 3 - 0 0 2 1 2 4 ^ 



<400> 3 

ctggacttcc agaagaaca 2g 
[0MOj$jji£ffc§li] 
[01] 

[02] 

02 fi, ^2- >A/C* >A«*Jf Lfc&im&VtshSmwm&nJtlR&TF 
[03] 

"To ^^L^siRNAtshRWUi, ^KWIi^J&siRNAJ: *9 t> &MBt"?%jjkibm 
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[01] 



«CGATTATGCTGAGTGATATAcC»NiniiramOjmwiWNNNNWTC 



Transcription by T7 RNA polymerase 
pppGG GNNHNNNN NNNNKNNNNNNNAG C AU AGN NNNN NNNNN NNNNl J NNNNUUoa 

ft 



[shRNA 

1} 




Limited digestion by RNoseTI 
(on ice, lOOmM Mg02) 



IAGoh 



! 1 *&m<D siRNA 



[0 21 




BEST AVAILABLE COPY 
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[HI 3] 
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2/E 




(nM) 



siRNA 



siRNA («6?ftjft) 



shRNA «S?6tt) 



13 7 5VA/Cr? W^RSr&fti: bfc siRNA shRNA OSttOifc® 
CateJft siRNA t shRNA #Kl*1ftg-j£ siRNA J; D fcffiaacrSWfi^aiiS. 



BEST AVAILABLE COPY 
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mm 

(1) Hft^se^jor >^-fe>^iE^ 

(2) BSftHftRNa s e1?«li$#L4Ky S >*TE?!U 

(3) MMmmsm<D*>x%&i^ 

(5) ^-f^m-^wm, 

(6) -/n^-^-gB^ijo^^^gg^ 
^Wfc^TlfV«iHLr^Z*i^u fro****** 
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l/E 



m m a m. & m 



[501302119] 



i . a 
ft * 



2001^ 7^310 

^MUT^H 6-3-7 ffi<Off-tt$7 0 3f 



